Supplemental Materials and Methods
For mass spectrometry experiments cells were grown in custom depleted DMEM (minus arginine and lysine, Thermo Scientific) supplemented with 10% dialyzed FBS (Thermo Scientific) and penicillin/streptomycin. The selection marker G418 (Gibco) was added to SILAC media used with stable cell lines expressing FLAG/HIS-tagged proteins.
For double labeling experiments, L-lysine-( 12 C 6 14 N 2 ) (143μg/ml, Sigma-Aldrich) and L-arginine-( 12 C 6 14 N 4 ) (83μg/ml, Sigma-Aldrich) were added to the "light" (K0R0) media, while L-lysine-( 13 C 6 15 N 2 ) and L-arginine-( 13 C 6 15 N 4 ) (Cambridge Isotope Laboratory) were added to the "heavy" (K8R10) media at the same concentrations. For the triple label experiments, the "medium"
(K4R6) media contained L-lysine-(4,4,5,5-2 H) and L-arginine-( 13 C 6 ) (Cambridge Isotope Laboratory). The amino acid concentrations are based on the formula for normal DMEM (Invitrogen). Once prepared, the SILAC media was filtered through a 0.22μm filter (Millipore) and stored at 4ºC. Trypsin-EDTA solutions were used to passage cells in SILAC media for at least 5-6 cell doublings before harvesting to ensure complete incorporation of labelled amino acids.
Preparation of cellular extracts
Whole cell extracts were prepared using cells from 10 × 14cm dishes lysed in ice-cold modified RIPA buffer (50mM Tris-HCl, pH 7.5-8, 150mM NaCl, 1% NP-40, Complete, Mini, EDTA-free Protease Inhibitor Cocktail Tablet (Roche) and PhosSTOP Phosphatase Inhibitor Cocktail Tablet (Roche), passed through a 21G needle and centrifuged at 20000xg for 20 min at 4ºC. Total protein concentrations were measured using a bicinchoninic acid (BCA) protein assay (Thermo Scientific).
Immunoaffinity purification of FLAG-tagged and endogenous proteins
EZview™ Red anti-FLAG® M2 agarose affinity gel (Sigma) or anti-p53 DO1 (Santa Cruz) were purchased with the antibody covalently coupled to agarose beads. For the FLAG immunoaffinity experiments, equal quantities of extracts from each cell line were affinity purified by either 2hr
or overnight incubation at 4ºC with either anti-FLAG mAbs or anti-p53 conjugated to agarose beads. Equivalent total protein amounts of extracts were incubated separately on the appropriate matrices and combined carefully after one wash step in RIPA buffer. The affinity matrix was washed two times with RIPA buffer and two times with TBS. To elute the bound proteins from the anti-FLAG agarose beads, 1x bead volume of 2.5mg/ml 3X FLAG peptide (Sigma) was incubated with shaking at 4ºC for 1hr. An appropriate amount of LDS sample buffer with reducing agent (Invitrogen) was then added. To elute the bound proteins from the anti-p53 agarose beads, a 1.5x bead-volume of 2x LDS sample buffer with reducing agent was added and the matrix was boiled for 5min. The proteins were separated on NuPAGE 4-12% Bis-Tris gels (Invitrogen) that were then stained with Colloidal Blue (Invitrogen) and destained overnight before being processed for mass spectrometry (see below). Additionally, affinity purified protein complexes were separated on an independent gel for Western blot analysis. Primary antibodies used for detection included anti-p53 (Santa Cruz DO1 mouse monoclonal, 1:1500), anti-NRD1
(Santa Cruz, goat polyclonal 1:500), anti-MPDZ (Sigma rabbit polyclonal, 1:500), anti-PAR3
(UpState rabbit polyclonal, 1:500) and anti-GAPDH (Santa Cruz mouse monoclonal, 1:1000).
HRP-conjugated secondary antibodies (Dako, Denmark) were detected using the ECL-Plus reagent (GE Healthcare).
Mass spectrometry and data analysis
Eluted protein complexes were separated by 1D SDS-PAGE, and digested with trypsin using published procedures [1]. Samples were analysed on an Orbitrap or Orbitrap XL (Thermo Fisher) coupled to a Proxeon Easy-nLC. Survey full scan MS spectra (m/z 300 -1400) were acquired with a resolution of R=60,000 at m/z 400, an AGC target of 1e6 ions, and a maximum injection time of 500ms The ten most intense peptide ions in each survey scan with an ion intensity above 2000 counts and a charge state ≥ 2 were sequentially isolated to a target value of 1e4 and fragmented in the linear ion trap by collisionally induced dissociation (CID/CAD) using a normalized collision energy of 35%. A dynamic exclusion was applied using a maximum exclusion list of 500 with one repeat count, repeat and exclusion duration of 30 seconds.
Identification and quantification of peptides and proteins
Proteins were searched using Mascot version 2. at RT for formation of transfection complexes, which were added to the cell cultures at a final concentration of 15-20nM siRNA. The cells were incubated at 37°C, 5% CO2, for 4h followed by replacement of fresh culture media. The transfection was repeated the next day. The silencing effect was assayed by Western blot 48h following the second transfection.
Invasion assays
Matrigel assays were performed as described previously 
